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Pellet nuclei and debris: 1200 x g, 5 min, A^'C, collect turbid sup 

Wash nuclear pellet 5-8 times with lysis buffer, until sup neariy dear 
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Collect membranes: 100,000 x g, 60 min, 4**C 

Extract membranes: lysis buffer + 0.5% NP-40, 60 min, 4X, rotating 
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Concentrate: Centricon-100 precoated with 0.2% SDS 
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fresh cultured 
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